Notch pathway activation is essential for maintenance of stem-like cells in early tongue cancer

SUPPLEMENTARY FIGURES AND TABLES Supplementary
: Study overview and Notch pathway genes copy number and expression analysis in TCGA tongue tumors data. A. Study overview for Notch pathway genes in this study. Filled black box denotes sample was analyzed. B. The TCGA DNA copy number data analysis of tongue cancer patients (n=126) for Notch pathway genes. Data for Notch pathway genes (n=13) for tongue cancer patients has been retrieved. In the dataset gene-level copy number estimated values to -2,-1,0,1,2, representing homozygous deletion, single copy deletion, diploid normal copy, low-level copy number amplification, or high-level copy number amplification and heatmap were generated using MeV 4.9.0. Colors denotes: Red; high copy number, green; low copy number and black; diploid normal copy. C. The Expression data analysis of tongue cancer patients (n=126) for Notch pathway genes. Colors denotes: Red; higher expression, green; lower expression and black; no change. D. Box plot representation of NOTCH1 and DLL4 gene harboring DNA copy number gain in tongue tumor samples and their respective changes in gene expression was plotted. T, denotes Tumor and + anddenotes with and without DNA copy number gain or diploid. P value was calculated by Unpaired t-test, two sided considering P value ≤0.05 as threshold for statistical significance. Western blot analysis of activated Notch1 (NICD) after gamma secretase inhibitor (XXI) treatment post 48 hours and actin was used as loading control. E. Cell lines were treated with different concentration of GSI-XXI for 48 hours and MTT assay was performed. Percent cell survival for individual cell lines was calculated and plotted using GraphPad prism version 5. Unpaired Studentt-test, two sided was used for calculating P value. Data is shown as mean ± SE. P-value is denoted as, ** ;P < 0.001 versus untreated.; * denote P < 0.05 versus untreated. Representative images of the oralsphere formation of ALDH sorted fractions of NT8e cells taken at every passage at 20X magnifications. The sphere-forming efficiency was assessed for ALDH positive and ALDH negative fractions. Cells were grown under anchorage-independent cell culture media and sphere were counted on day 6 as indicated in material and methods section. C. Quantitative representation of sphere-forming ability of ALDH-sorted fractions of NT8e cells taken at every passage. Bar-graph reflects the means and SDs of three independent experiments. Results were considered statistically significant if, P-value <0.05 (* p<0.05, ** p <0.01). Kaplan-Meier survival analysis of TSCC patients with or without DLL4 amplification. Survival analysis of tongue cancer patients with and without DLL4 amplification in TCGA-tongue cancer. AMP; amplified and NAMP; not amplified. Death of patients was taken as end point of analysis and P value ≤0.05 was considered as threshold for statistical significance. C. Disease-free survival analysis by immunohistochemistry defined NOTCH1 activation in tongue cancer patients. Patients were followed up and diseasefree survival (DFS) analyzed by Kaplan-Meier survival analysis and survival difference was compared using log-rank test for statistical significance. There was no statistically significant difference in DFS between patients with activated vs non-activated NOTCH1 status; however the sample size is underpowered to detect significant difference. Numerically, the patients with activated NOTCH1 tumors has an inferior DFS as compared to those with NOTCH1 non-activated" tumors. 
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